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Introduction {#sec001}
============

Osteoporosis is associated with reduced bone strength due to decreased bone mineral density (BMD) and deteriorated bone quality \[[@pone.0132059.ref001]\]. Osteoporosis is also a major risk factor for fractures. Fractures caused by osteoporosis increase not only mortality rates \[[@pone.0132059.ref002]--[@pone.0132059.ref004]\] but also care requirements. Secondary skeletal deformities due to fractures are often followed by patients becoming bedridden or developing chronic lumbar spondylosis. These conditions limit their functions of daily living. Preventing osteoporosis and maintaining bone health are key factors that both improve individuals' quality of life (QOL) and help to resolve serious social problems in an aging society, such as care for the elderly.

Free radicals suppress osteoblast differentiation \[[@pone.0132059.ref005]\] and facilitate bone resorption by activating osteoclasts \[[@pone.0132059.ref006], [@pone.0132059.ref007]\]. As such, oxidative stress has been suggested to create an imbalance between osteogenesis and bone resorption. For example, a study of middle-aged males (mean age, 55.7 years) and females (mean age, 55.9 years) revealed that the urinary 8-iso-prostaglandin F~2α~ (8-iso-PGF~2α~) level, a biomarker of oxidative stress, was negatively correlated with BMD \[[@pone.0132059.ref008]\]. A comparative study between female patients ≥ 60 years with post-menopausal osteoporosis (mean age, 70.4 years) and control subjects (mean age, 68.8 years) revealed marked reductions in the levels of blood antioxidants (vitamins C and E and uric acid) and an anti-oxidative enzyme (superoxide dismutase) in the females with osteoporosis \[[@pone.0132059.ref009]\].

Oxidative stress affects bone turnover. The preventative effects of antioxidants such as vitamin E on reduced BMD and fractures associated with aging, osteoporosis, and smoking have been studied in animals and humans. Most studies using osteoporosis animal models and normal animals \[[@pone.0132059.ref010]--[@pone.0132059.ref014]\] as well as epidemiological studies in humans \[[@pone.0132059.ref015]--[@pone.0132059.ref020]\] have supported the beneficial effects of α-tocopherol (αT), a vitamin E homolog. Fujita et al., however, have recently proposed that αT may have adverse effects on bone health in humans, as it reduced the bone mass in mice and rats by promoting osteoclast fusion \[[@pone.0132059.ref021]\]. However, they did not assess the effects of different αT doses and did not include an appropriate positive control group to ensure the validity of their bone assessments. To determine whether αT has any adverse effects on bones, we used a rat model to study the in vivo effects of αT on various parameters. Using several techniques, we conducted a detailed analysis of BMD, bone mass, bone microstructure, bone resorption, and osteogenesis. Techniques included peripheral quantitative computed tomography (pQCT) measurements, micro-computed tomography (micro-CT) analyses, and bone histomorphometry of the lumbar vertebrae and femurs in normal rats that received different doses of αT. Our results demonstrated that αT did not adversely affect bone health in normal rats and actually suggested that it has beneficial effects.

Materials and Methods {#sec002}
=====================

Vitamin E {#sec003}
---------

dl-α-tocopheryl acetate (αT) was synthesized by Eisai Co., Ltd. (Tokyo, Japan).

Diets {#sec004}
-----

[Table 1](#pone.0132059.t001){ref-type="table"} shows the composition of the αT-deficient diet. αT-supplemented diets were prepared by the addition of 30, 120, or 600 mg/kg of αT to the αT-deficient diet. These diets were purchased from Oriental Yeast Co., Ltd. (Tokyo, Japan).
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###### Composition of a αT-deficient diet.

![](pone.0132059.t001){#pone.0132059.t001g}

  Component                             Amount (g/kg)
  ------------------------------------- ---------------
  Casein (vitamin-free)                 200
  DL-methionine                         3
  Corn starch                           430
  α-Corn starch                         120
  Sucrose                               100
  Corn oil (vitamin E-stripped)         50
  Cellulose powder                      50
  AIN-76 Mineral mixture                35
  AIN-76 Vitamin mixture (without αT)   10
  Choline bitartrate                    2

αT: α-tocopherol

Animal experiments {#sec005}
------------------

Animal experiments were approved by animal experiment committees of Nihon Bioresearch Inc. (Gifu, Japan) and Eisai. All animal treatments and experimental procedures were conducted in accordance with the pertinent institutional regulations.

Five-week-old female Wistar rats were purchased from CLEA Japan (Tokyo, Japan). These rats were allowed to acclimatize to the standard experimental conditions of 23°C--25°C, 47%--70% humidity, and 12-h day and night cycles. The animals had free access to water and the standard rodent diet (CE-2, CLEA Japan). At 6 weeks of age, 16 of 48 rats underwent bilateral ovariectomy (OVX; OVX group, n = 8) or sham surgery (sham; sham group, n = 8) under isoflurane anesthesia. After the surgery, the OVX and sham group rats were fed the αT-deficient diet for 8 weeks and used as the osteoporosis model group and its control counterpart, respectively. The remaining 32 normal rats were randomly divided into 4 groups (n = 8/group), and each group of rats was fed the αT-deficient diet (control group), 30 mg αT/kg diet (low-dose group), 120 mg αT/kg diet (medium-dose group), or 600 mg αT/kg diet (high-dose group) for 8 weeks. These rats had free access to water and diet. Their body weight and food consumption were measured once a week.

Tetracycline hydrochloride (20 mg/kg) (Sigma-Aldrich, St. Louis, MO, USA) and calcein (10 mg/kg) (Sigma-Aldrich) were subcutaneously injected to double-label the bones, 7 days and 2 days before euthanasia, respectively. Blood was collected from the abdominal aorta of rats under anesthesia with isoflurane and centrifuged to obtain the serum. Serum samples were stored at −80°C until analysis. The lumbar vertebrae (L1--L3, L4--L6) and femurs on both sides were resected and fixed with 70% ethanol.

Measurement of serum αT concentration {#sec006}
-------------------------------------

After extracting serum samples with hexane, the extracts were dried and dissolved in 20 μl of ethyl acetate and 150 μl of ethanol. αT was measured using high-performance liquid chromatography on a Wakosil-II 5C18 column (4.6 × 250 mm; Wako Pure Chemical Industries, Ltd., Osaka, Japan) using a linear gradient elution system \[acetonitrile:dichloromethane:methanol from 85:5:10 to 60:30:10 (v/v)\] and a fluorescence detector (excitation, 295 nm; emission, 335 nm).

Measurement of BMD {#sec007}
------------------

BMD (mg/cm^3^) was measured in the L5 lumbar vertebra (the distal one-fourth of the vertebra) and the distal metaphysis (3.0 mm from the growth plate cartilage) and diaphysial center of the left femur by pQCT using an XCT Research SA+ scanner equipped with XCT 6.20 software (Stratec Medizintechnik GmbH, Prorzheim, Germany).

Micro-CT analysis {#sec008}
-----------------

The micro-CT system (μCT40; Scano Medical, Bassersdorf, Switzerland) was used for measurement of the bone mass and non-destructive 3-dimensional analysis of the cancellous bones in the L5 lumbar vertebral body and distal metaphysis of the left femur. Three-dimensional analysis was conducted using scanned slice data to compute the following morphometric parameters: trabecular bone volume fraction (BV/TV), trabecular number (Tb.N), trabecular separation (Tb.Sp), connectivity density (Conn.D), and degree of anisotropy (DA).

Bone histomorphometry {#sec009}
---------------------

After the removal of soft tissues, the L2 vertebra and the distal part of the right femur were subjected to Villanueva bone staining for 7 days without decalcifying treatment \[[@pone.0132059.ref022]\], dehydrated with increasing concentrations of ethanol, and embedded in methyl methacrylate (Wako Pure Chemical Industries, Ltd.). Sagittal sections of the vertebral body (5-μm thick) and slices of the frontal section of the distal femur (5-μm thick) were prepared using a microtome (LIECA, Germany).

In vertebral body measurements, regions of the secondary cancellous bone located at least 939 μm away from the growth plate cartilage and at least 313 μm away from the endosteum surface of the cortical bone were selected on both sides. The measured area was 2.45 mm^2^. In femur measurements, regions of the secondary cancellous bone located 626--1565 μm proximal to the growth plate cartilage of the distal femur were selected. The measured area was 2.35 mm^2^. The nomenclature and units used were in accordance with the ASBMR Histomorphometry Nomenclature Committee \[[@pone.0132059.ref023]\]. The following parameters were measured: bone volume/tissue volume (BV/TV), eroded surface/bone surface (ES/BS), osteoid volume/osteoid surface (OV/OS), osteoid thickness (O.Th), mineral apposition rate (MAR), number of osteoclast/bone surface (N.Oc/BS), and number of osteoblast/bone surface (N.Ob/BS). N.Oc was separately measured for mononuclear osteoclast (N.Mo.Oc) and multinuclear osteoclast (N.Mu.Oc).

Statistical analysis {#sec010}
--------------------

All the data are shown as the mean value ± standard error of the mean (SEM). SAS version 8.2 (SAS Institute; Tokyo, Japan) was used for statistical analysis. The significant difference was determined by using independent Student's t-test (sham group vs. OVX group) or Dunnett's multiple comparison test (αT-deficient diet-fed normal rat control group vs. αT-supplemented diet-fed normal rat group). A P-value (both sides) of \<0.05 was considered statistically significant.

Results {#sec011}
=======

Body weight, food intake, and αT intake {#sec012}
---------------------------------------

αT supplementation had no significant effect on the body weight in normal rats ([Table 2](#pone.0132059.t002){ref-type="table"}), while OVX rats showed a significant increase in body weight (P \< 0.001). No significant differences in the mean food intake (g/kg body weight/day) were observed between the sham and OVX groups or between the control and αT-supplemented groups of normal rats over the course of the study period ([Table 2](#pone.0132059.t002){ref-type="table"}). Based on the mean food intake and αT content in the diet, we determined the mean αT intake during the study period. The mean αT intake levels during the study period in the low-, medium-, and high-dose groups of rats were 2.2 ± 0.0, 9.3 ± 0.1, and 45.1 ± 0.9 mg/kg body weight/day, respectively.
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###### Effects of αT supplementation on body weight, food intake, and serum αT levels.

![](pone.0132059.t002){#pone.0132059.t002g}

  Groups            Body weight (g)   Average daily food intake (g/kg body weight/day)   Serum αT level (μg/dL)   
  ----------------- ----------------- -------------------------------------------------- ------------------------ --------------------------------------------------
  Sham rats         136±2             253±4                                              80±1                     59±4
  OVX rats          136±1             328±4[\*\*\*](#t002fn003){ref-type="table-fn"}     78±2                     50±2
  Normal rats                                                                                                     
   Control          136±1             253±7                                              78±1                     54±2
   Low-dose αT      136±1             252±7                                              75±1                     618±48[^†^](#t002fn004){ref-type="table-fn"}
   Medium-dose αT   136±2             256±5                                              78±1                     1050±91[^†††^](#t002fn005){ref-type="table-fn"}
   High-dose αT     136±1             259±5                                              75±1                     2163±256[^†††^](#t002fn005){ref-type="table-fn"}

OVX: ovariectomy; αT: α-tocopherol

Values are mean ± standard error of the mean.

\*\*\*P \< 0.001 vs. sham group (Student's t-test).

^†^P \< 0.05

^†††^P \< 0.001 vs. control group (Dunnett's multiple comparison test).

Effects of αT supplementation on serum αT level {#sec013}
-----------------------------------------------

The serum αT levels in normal rats that received low-, medium-, and high-dose supplementation of αT were 11-fold (P \< 0.05), 19-fold (P \< 0.001), and 40-fold (P \< 0.001) higher, respectively, with statistical significance in comparison with the serum αT level in control rats ([Table 2](#pone.0132059.t002){ref-type="table"}).

Effects of αT supplementation on BMD {#sec014}
------------------------------------

Bone mineral densities in the lumbar vertebra and the distal metaphysis of the femur, which are rich in cancellous bones, in OVX rats were 11% (P \< 0.001) and 13% (P \< 0.001) lower, respectively, with statistical significance in comparison with those in sham rats. However, there were no significant differences between these groups of rats in terms of BMD of the distal femur diaphysis, which is rich in the cortical bone ([Fig 1](#pone.0132059.g001){ref-type="fig"}).

![αT supplementation effects on bone mineral density of lumbar vertebra and femur in normal rats.\
Data are presented as mean ± standard error of the mean. \*\*\*P \< 0.001 vs. sham rat group.](pone.0132059.g001){#pone.0132059.g001}

Effects of αT supplementation on bone mass and microstructure of cancellous bone {#sec015}
--------------------------------------------------------------------------------

The effects of OVX treatment and αT supplementation on the bone mass and microstructure were assessed in the vertebral body and distal femur diaphysis by micro-CT analysis.

For the vertebral cancellous bone, OVX rats showed a 28% decreased BV/TV (P \< 0.001), 20% decreased Tb.N (P \< 0.001), and 29% increased Tb.Sp (P \< 0.001) in comparison with sham rats. For the distal femur diaphysis, OVX rats showed a 28% decreased BV/TV (P \< 0.01), 55% decreased Tb.N (P \< 0.001), 128% increased Tb.Sp (P \< 0.001), 61% decreased Conn.D (P \< 0.001), and 6% increased DA (P \< 0.01) in comparison with sham rats (Figs [2](#pone.0132059.g002){ref-type="fig"} and [3](#pone.0132059.g003){ref-type="fig"}). Thus, compared with sham rats, OVX rats were confirmed to have a reduced cancellous bone mass and weakened microstructures.

![Micro-CT analysis of trabecular bone in vertebral body.\
(A) Representative 3-dimensional micro-CT images of trabecular bones in vertebral bodies are shown. (B) Microstructural parameters (BV/TV, trabecular bone volume fraction; Tb.N, trabecular number; Tb.SP, trabecular separation; Conn.D, connectivity density; DA, degree of anisotriphy) of trabecular bones in vertebral bodies are shown. Data are presented as mean ± standard error of the mean. \*\*\*P \< 0.001 vs. sham rat group.](pone.0132059.g002){#pone.0132059.g002}

![Micro-CT analysis of trabecular bones in distal femur metaphysis.\
(A) Representative 3-dimensional micro-CT images of trabecular bones in distal femur metaphysis are shown. (B) Microstructural parameters (BV/TV, trabecular bone volume fraction; Tb.N, trabecular number; Tb.SP, trabecular separation; Conn.D, connectivity density; DA, degree of anisotriphy) of trabecular bones in distal femur metaphysis are shown. Data are presented as mean ± standard error of the mean. \*\*P \< 0.01, \*\*\*P \< 0.001 vs. sham rat group.](pone.0132059.g003){#pone.0132059.g003}

αT supplementation in normal rats had no significant effects on the bone mass or microstructure parameters of cancellous bones in the vertebral body and distal femur metaphysis (Figs [2](#pone.0132059.g002){ref-type="fig"} and [3](#pone.0132059.g003){ref-type="fig"}).

Effects of αT supplementation on secondary cancellous bone {#sec016}
----------------------------------------------------------

To assess the effects of OVX treatment and αT supplementation in normal rats on bone turnover, we conducted bone histomorphometry with secondary cancellous bones in the vertebral body and distal femur metaphysis, which have high bone turnover \[[@pone.0132059.ref024]\].

With regard to the secondary cancellous bone in the vertebral body, a significant 22% reduction in BV/TV (P \< 0.01) was found in OVX rats in comparison with sham rats; this was accompanied by a 29% increase in the bone resorption parameter ES/BS (P \< 0.05) and a 50% increase in OV/OS (P \< 0.001), 50% increase in O.Th (P \< 0.001), 31% increase in MAR (P \< 0.001), and 133% increase in N.Ob/BS (P \< 0.001) as osteogenesis parameters. Similarly, with regard to the secondary cancellous bone of the distal femur metaphysis, OVX rats showed a significant 52% reduction in BV/TV (P \< 0.001) in comparison with sham rats. This reduction was accompanied by an 18% increase in ES/BS (P = 0.208), a 29% increase in OV/OS (P \< 0.001), a 28% increase in O.Th (P \< 0.001), a 36% increase in MAR (P \< 0.001), and a 108% increase in N.Ob/BS (P \< 0.001). These data confirmed that the bone mass was reduced in OVX rats as a result of enhanced bone resorption and osteogenesis in secondary cancellous bones in the vertebral body and distal femur metaphysis.

αT supplementation had different effects on the bone turnover of secondary cancellous bones in the vertebral body and distal femur metaphysis in normal rats. For the vertebral secondary cancellous bone, αT-supplemented normal rats had a significant increase or a trend for increase in BV/TV in comparison with control rats \[low dose, +21% (P = 0.189); medium dose, +32% (P \< 0.05); and high dose, +25% (P = 0.099)\], which was accompanied by reduced ES/BS \[medium dose, −34% (P \< 0.01); high dose, −30% (P \< 0.01)\], increased OV/OS \[medium dose, +14% (P \< 0.01); high dose, +24% (P \< 0.001)\], increased O.Th \[medium dose, +15% (P \< 0.01); high dose, +25% (P \< 0.001)\], and increased MAR \[low dose, +16% (P \< 0.001); medium dose, +17% (P \< 0.001); high dose, +22% (P \< 0.001)\]. Although the number of osteoblasts was significantly higher in αT-supplemented normal rats than in control rats \[medium dose, +59% (P \< 0.05); high dose, +82% (P \< 0.01)\], no significant changes were found in the number of osteoclasts, in the mononuclear subpopulation (N.Mo.Oc/BS) or the multinuclear subpopulation \[(N.Mu.Oc/BS); [Fig 4](#pone.0132059.g004){ref-type="fig"}\]. In contrast to the secondary cancellous bone in the vertebral body, αT supplementation did not significantly alter any of the osteogenic or bone resorption parameters in bone histomorphometry for the secondary cancellous bone of the distal femur metaphysis, except for MAR ([Fig 5](#pone.0132059.g005){ref-type="fig"}). These results indicate that αT supplementation in normal rats resulted in a trend for increased bone mass in the vertebral secondary cancellous bone through reducing bone resorption and enhancing osteogenesis but had virtually no effect on the secondary cancellous bone in the distal femur metaphysis.

![Histomorphometric analysis of secondary cancellous bones in vertebral body.\
(A) Representative micrographs of sagittal sections of vertebral bodies stained with Villanueva bone staining without decalcifying treatment are shown. (B) Histomorphometrical parameters (BV/TV, bone volume/tissue volume; ES/BS, eroded surface/bone surface; OV/OS, osteoid volume/osteoid surface; O.Th, osteoid thickness; MAR, mineral apposition rate; N.Mo.Oc/BS, number of mononuclear osteoclast/bone surface; N.Mu.Oc/BS, number of multinuclear osteoclast/bone surface; and N.Ob/BS, number of osteoblast/bone surface) of secondary spongiosa in vertebral bodies are shown. Data are presented as mean ± standard error of the mean. \*P \< 0.05, \*\*P \< 0.01, and \*\*\*P \< 0.001 vs. sham rat group; ^†^P \< 0.05, ^††^P \< 0.01, and ^†††^P \< 0.001 vs. normal rat control group.](pone.0132059.g004){#pone.0132059.g004}

![Histomorphometric analysis of secondary cancellous bones in distal femur metaphysis.\
(A) Representative micrographs of slices of frontal section of distal femur stained with Villanueva bone staining without decalcifying treatment are shown. (B) Histomorphometrical parameters (BV/TV, bone volume/tissue volume; ES/BS, eroded surface/bone surface; OV/OS, osteoid volume/osteoid surface; O.Th, osteoid thickness; MAR, mineral apposition rate; N.Mo.Oc/BS, number of mononuclear osteoclast/bone surface; N.Mu.Oc/BS, number of multinuclear osteoclast/bone surface; and N.Ob/BS, number of osteoblast/bone surface) of secondary cancellous bones in distal femur metaphysis are shown. Data are presented as mean ± standard error of the mean. \*\*\*P \< 0.001 vs. sham rat group; ^†††^P \< 0.001 vs. normal rat control group.](pone.0132059.g005){#pone.0132059.g005}

Discussion {#sec017}
==========

In the present study, we assessed the effects of αT on bones in normal rats fed diets containing different levels of αT. We found that αT did not induce BMD reduction in the lumbar vertebrae or distal femur metaphysis even at the highest dose tested; it did not induce bone mass reduction and microstructure deterioration in the cancellous bones in the vertebral body or distal femur metaphysis. Rather, αT supplementation resulted in a tendency for an osteogenesis-dominant bone mass increase in the vertebral secondary cancellous bone, in which active bone remodeling occurs.

OVX rats are widely used in animal models of osteoporosis. This is a model that offers high reproducibility. It can be characterized by high bone turnover resulting from enhanced bone resorption and osteogenesis due to estrogen deficiency and reduced bone mass because of the bone resorption rate exceeding the osteogenesis rate \[[@pone.0132059.ref024]\]. To ensure that we correctly assessed bone changes, we performed assessments with the osteoporosis model rats and control sham-operated rats. In agreement with previous studies \[[@pone.0132059.ref025]--[@pone.0132059.ref034]\], we successfully demonstrated several points: 1) weight gain ([Table 2](#pone.0132059.t002){ref-type="table"}), 2) reduced BMD in the lumbar vertebra and distal metaphysis of the femur ([Fig 1](#pone.0132059.g001){ref-type="fig"}), 3) reduced bone mass and deteriorated microstructure in the cancellous bones of the vertebral body and distal femur metaphysis (Figs [2](#pone.0132059.g002){ref-type="fig"} and [3](#pone.0132059.g003){ref-type="fig"}), and 4) reduced bone mass due to bone resorption-dominant enhanced bone turnover in the secondary cancellous bones of the vertebral body and distal femur metaphysis (Figs [4](#pone.0132059.g004){ref-type="fig"} and [5](#pone.0132059.g005){ref-type="fig"}). All these indicated that our assessments were valid. In addition to OVX rats, we evaluated the bones of normal rats fed diets containing different levels of αT and found the following characteristics of the effects of αT on normal rat bones: First, αT administered to normal rats, even at the highest dose, did not reduce BMD in the lumbar vertebra or femur ([Fig 1](#pone.0132059.g001){ref-type="fig"}). It also did not reduce the bone mass or induce microstructure deterioration of the cancellous bone in the vertebral body or distal metaphysis of the femur (Figs [2](#pone.0132059.g002){ref-type="fig"} and [3](#pone.0132059.g003){ref-type="fig"}). Second, αT supplementation resulted in a tendency for increased bone mass in the secondary cancellous bone in the vertebral body in normal rats; however, it had no effect on the secondary cancellous bone in the distal femur metaphysis (Figs [4](#pone.0132059.g004){ref-type="fig"} and [5](#pone.0132059.g005){ref-type="fig"}). In the present study, rats were sacrificed at 14 weeks of age. At this age, remodeling dominates bone turnover in the cancellous bone of the vertebral body, whereas modeling is dominant in the cancellous bones in distal metaphyses of the long bones \[[@pone.0132059.ref035]--[@pone.0132059.ref037]\]. Based on these findings, the vertebral body-selective effects of αT may be due to the specificity of αT effects to remodeling. The third feature of αT effects on the bones of normal rats was that an αT-induced tendency for increased bone mass in the vertebral secondary cancellous bone involved the suppression of bone resorption and promotion of osteogenesis ([Fig 4](#pone.0132059.g004){ref-type="fig"}).

With regard to the effects of αT on bone health, conflicting results have been reported for animal experiments. Most of these reports supported the beneficial effects of αT on bone health. Hermizi et al. \[[@pone.0132059.ref010]\] reported that in a nicotine-induced osteoporosis rat model, αT ameliorated the nicotine-induced bone mass reduction, bone resorption enhancement, and osteogenesis suppression in the femur. Norazlina et al. \[[@pone.0132059.ref011]\] reported that in OVX rats, αT suppressed BMD decrease in the femur and lumbar vertebra associated with OVX. Similarly, Muhammad et al. reported that αT improved OVX-associated bone mass decrease and bone microstructure deterioration in this osteoporosis model rats \[[@pone.0132059.ref012]\]. In addition, Muhammad et al. reported that αT suppressed bone resorption and facilitated osteogenesis in normal rats and increased bone strength \[[@pone.0132059.ref013], [@pone.0132059.ref014]\]. In contrast to these results, Fujita et al. recently proposed a hypothesis that αT reduces bone mass via the facilitation of osteoclast fusion and thereby exerts an adverse effect on bone health \[[@pone.0132059.ref021]\]. Their hypothesis was based on 3 experimental results: 1) When normal mice and rats in their growth periods were fed diets containing αT at 600 mg/kg diet for 8 weeks, their bone mass decreased by 20% compared with that of animals fed normal diets; this was accompanied by enhanced bone resorption and enlarged osteoclasts. 2) The bone mass of mice with low αT levels in their bodies due to deletion of the αT transfer protein (αTTP) was higher than that of wild-type mice; αT supplementation in these αTTP knockout mice reduced the bone mass. 3) In vitro experiments demonstrated that αT facilitated osteoclast fusion and formation of multinuclear osteoclasts, which have a high bone resorption capability. One of our aims in the present study was to assess the hypothesis proposed by Fujita et al. using normal rats. Our study with normal rats in their growth period was conducted under the same conditions as those used by Fujita et al., including the strain and age in weeks of the rats, αT contents in the diet, and feeding period. The only exception was the gender of the rats. In the present study, young normal rats that received αT-supplemented diet did not show an increased number of multinuclear osteoclasts, reduced cancellous bone mass, deteriorated cancellous bone microstructure, or enhanced bone resorption. Thus, our experimental results did not support the hypothesis proposed by Fujita et al. Recently, Iwaniec et al. also assessed the hypothesis of Fujita et al. using normal adult rats with mature skeletons and old αTTP knockout rats \[[@pone.0132059.ref038]\]. They reported that their results also did not support the hypothesis.

In the present study, the mean αT intake levels in normal rats in the low-, medium-, and high-dose groups were 2.2, 9.3, and 45.1 mg/kg body weight/day, respectively, which are equivalent to 132, 558, and 2,708 mg/day, respectively, in a 60-kg human. The highest dose used in the present study exceeded 1,000 mg/day \[[@pone.0132059.ref039]\]. This is the tolerable upper level of regular daily vitamin E intake for an adult that is likely to pose no risk of adverse health effects for most people in the general population, as established by The Food and Nutrition Board (FNB) of the Institute of Medicine, National Academies (United States). Thus, the results of the present study suggest that αT consumption by humans below the tolerable upper intake level is unlikely to adversely affect bones.

The present study had some limitations. We used young female rats that received αT for 8 weeks. Further studies should be conducted in rats with a different gender, ages, and duration of αT administration. In addition, in the present study, we noted that αT tended to increase the secondary cancellous bone mass in the vertebral body, in association with suppressed bone resorption and enhanced osteogenesis; however, the underlying mechanism remains to be determined. This mechanism should be elucidated at the molecular level in the future.

In conclusion, αT supplementation was demonstrated to cause no adverse effects on the bone at a high dose but tended to induce an osteogenesis-dominant bone mass increase in the vertebral secondary cancellous bone, in which active bone remodeling occurs. Therefore, αT consumption may have beneficial effects on bone health.
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